Nucleotide coenzymes dot the map of metabolic pathways providing energy to drive the reactions of the pathway and play an important role in regulating and controlling energy metabolism through their shared potential energy, which is widely unobserved due to the paradox that the energy in the coenzyme pools cannot be determined from the concentration of the coenzyme couples. The potential energy of the nucleotide couples in the mitochondria or the cytoplasm is expressed in the enzyme reactions in which they take part. The energy in these couples, [NAD+]/[NADH], [NADP+]/[NADPH], [acetyl CoA]/ [CoA], and [ATP]/[ADP]x[Pi], regulates energy metabolism. The energy
INTRODUCTION
The four "great" nucleotide coenzyme couples [ [Pi] all contain AMP. These coenzymes may be relics of an earlier stage of evolution when metabolism was mediated by relatively inefficient polynucleotide catalysis prior to the development of protein enzymes (1) . The couples ultimately obtain their energy from the transfer of electrons from the oxidation of nutrients, making water and CO 2 . These couples can both donate or accept energy. The coenzymes are reactants that distribute energy throughout the metabolic pathways. The ratio of the free coenzyme couples determines the direction and extent of the enzymatic reactions and concentrations of the substrates and products within the compartment where the coenzyme couple is localized ( Fig. 1) .
The map of metabolic pathways is covered thoroughly by the great controlling nucleotide coenzymes. By taking part in many reactions, the coenzymes assume the energy of the collection of reactions in which they take part. All the reactions are in turn regulated; meaning that the extent and direction of reactions are determined by the potential energy of the coenzyme couple (Fig. 2) .
The distinction is drawn between cofactors that are permanently attached to the enzymes and coenzymes that are released from the enzyme. The free diffusion of the coenzymes allows them to coordinate and influence all the reactions that share the coenzymes and are within diffusion limits. Coenzymes act as regulators of metabolism only when they are free to diffuse. Because cofactors, such as flavin mononucleotide (FMN) and flavin adenine dinucleotide (FADH 2 ), do not readily dissociate from the enzyme they bind, they control only the enzyme to which they are bound.
THE MEASUREMENT OF COENZYME COUPLES
Paradoxically, the potential energy of the coenzyme couples cannot be determined in tissue lysates by measuring the concentrations of each component of the couple directly. The method of measuring the energy in the coenzyme couples . Three components: The nucleotide coenzymes are modified ribonucleotides. All nucleotides are composed of three parts, a nitrogenous base, a pentose sugar, and a phosphate group. Their free diffusion within the mitochondria or cytoplasm and the large number of reactions in which they participate has allowed them to evolve to become major regulators of metabolism. ATP can be reversibly converted from high-energy form ATP to lowenergy form, ADP, to an even lower energy form, AMP, by forming or breaking one or two of the phosphoanhydride bonds. Coenzyme A is a nucleotide coenzyme containing pantothenic acid, vitamin B 5 and a sulfhydryl on β mercaptoethylamine. The sulfhydryl group can form thioesters to make a high-energy form of acyl CoA. Transfer of the acyl group leaves behind the lowenergy CoASH. There are many potential acyl groups that can form the high energy thioester bond. Nicotinamide adenine dinucleotide is composed of the vitamin B 3 nicotinic acid. It is a dinucleotide. The first nucleotide AMP is used by enzymes for recognition and can be phosphorylated at the 2 0 position in ribose to make NADP + , which can be recognized by a set of enzymes. The second nucleotide, nicotinamide mononucleotide (NMN) contains the base nicotinamide which is derived from nicotinic acid (vitamin B 3 , niacin). The NAD(P)H coenzymes act as electron donors and receptors. Interestingly, they accept pairs of electrons and not single electrons. The net reaction is equivalent to the transfer of a hydride ion which is two electrons and a proton. It is interesting that NADH can only transfer two electrons at a time while O 2 is reactive with other free radicals. This keeps the main reducer in the cell from forming a substrate cycle with O 2 .
indirectly has gone largely unappreciated. However, modern analytical techniques such as the use of stable isotope dilution mass spectrometry render values for metabolites in accord with previous analytical methods (2, 3) . Understanding how the nucleotide coenzyme's energy can be measured and how they regulate metabolism and can be manipulated to control metabolism is the subject of this review. Table 1 shows the measure of total cellular contents of pyridine nucleotides in rat liver in micromole per gram wet weight (4) . The ratio of the free [NAD + ]/[NADH] ratios is calculated from the following equation (5) (6) (7) (8) :
Variations in Total Cellular NAD Content
Measurement of total NAD is widely used. It is a composite of free and bound as well as mitochondrial and cytoplasmic NAD. Total NAD cannot be used in the mass action ratio upon which activation energy, K equilibrium (K eq ), Gibbs free energy, ΔE, and rate equations are dependent. Rat liver total NAD content is around 0.8 μmol/g and NADH about 0.15 μmol/g, whereas total NADP is about 0.07 and total NADPH about 0.35 mmol/g (9) . Total tissue content of NAD in mouse tissues varies only twofold from a low of 0.24 nmol/mg protein in heart to a high of 0.60 nmol/mg protein in spleen (10) . Total NAD content declines from about 3 to 2 ng/mg protein in human skin from age 40 to 80 (11) . NAD can be made de novo from tryptophan by way of formyl kynurenine and quinolinic acid. It can be made from nicotinic acid (Preiss-Handler pathway). It can also be made by the so-called "salvage pathway" where nicotinamide made from NAD degradation by poly(ADP-ribose) polymerase (PARP), sirtuins, or cluster of differentiation 38 (CD38) is transformed by nicotinamide phosphoribosyltransferase (NAMPT) to NMN and back to NAD (11) . NADP is synthesized by NAD kinase.
Oral administration of nicotinamide mononucleotide, a direct precursor of NAD can reverse the age-induced decreases in tissue NAD content as well as some of the age-induced abnormalities in glucose metabolism (12, 13) . Age-induced decreases in tissue content of NAD can also be reversed by administration of nicotinamide riboside (14) .
Feeding a ketogenic diet can increase total NAD in hippocampus of the rat within 2 days (15, 16) as well as in humans (17) . Oxidative stress inducing poly ADP ribosylation is a leading cause of NAD loss (18) . Oxidative stress can also be combated by NADPH produced by the mitochondrial isocitrate dehydrogenase (2, 19) . Ketosis also increases forkhead box transcription factors (FOXO), which increase antioxidant enzymes and NAMPT expression (20) . Increases in the tissue FIG 2 The relative numbers of enzyme-linked reactions in which the controlling nucleotide couples are reactants and products. The magnifying glasses in the center show nucleotide coenzymes. The lines from the magnifying glasses sort the reactions to either the cytoplasm or the mitochondria. Numbers of enzymes were taken from Uniprot July, 2018 using search parameters human, location (cytoplasm or mitochondrion matrix) and the names ATP, NADH, NADPH, and CoA. The volume of the cylinders is proportional to the concentrations of thermodynamically activated and inactivated free nucleotides. The ratios and scales do not represent a particular cell or mitochondria. The illustration is meant to display graphically that the potential energy of these couples can vary and that all the numbers of enzymes listed are regulated and controlled by the same chemical potential or redox potential of the nucleotide coenzymes.
content of D-β-hydroxybutyrate extend the life span of nematodes (21) and possibly humans as well (22) .
Free Cytoplasmic and Mitochondrial NADH and NADPH
Veech and Krebs found that the ratios obtained for the total levels of the coenzyme couples were very different from the ratios for the free coenzyme couples calculated from the ratios of enzyme substrates to products. The free cytoplasmic NAD couple was calculated from the levels of the reactants of the lactate dehydrogenase (LDH) reaction (6, 23) . The free cytoplasmic NADP couple was calculated from the levels of the reactants of the isocitrate dehydrogenase reaction (8) .
The free mitochondrial NAD couple was calculated from the levels of the reactants of the D-β-hydroxybutyrate dehydrogenase reaction (7) . The ratio of the free NAD couple in the cytoplasm was found to be 215 times that of the measured ratio using total levels. The ratio for the free cytoplasmic NADP couple was found to be 1/22nd of the measure found using total levels (8) . The free cytoplasmic NADP couple was found to be more than 100,000 times lower than the free NAD couple in the same compartment. The redox potential of the free cytoplasmic NAD couple was calculated to be −0.19 V. The redox potential of the cytosolic NADP couple was calculated to be −0.42 V, the lowest of any cellular redox couple (9) . The ratios of the free coenzyme couples cannot be measured directly in tissue extracts, and so they were calculated from measurements of the substrates and K eq of the reactions after correction for tissue pH and tissue free [Mg 2+ ]. The agreement between the calculated free coenzyme couple ratios using two different enzymatic reactions in which the couple participates increased confidence in the accuracy of several of the calculated ratios. Table 2 lists the enzymes and reactions in the form of mass action ratios that were used historically to measure coenzyme couples. 
where K a is the acid dissociation constants, K b is the Mg 2+ binding constants, and Ki Acon is the equilibrium constant of the aconitase reaction. The K eq were measured at ionic strength = 0.25 M and at 38 C with substrates at near physiological concentrations. ΔG is calculated from these K eq constants according to the following equation
Unlike enzymes for the other coenzyme couples, there was found to be only one high activity enzyme reacting with the free [acetyl CoA]/[CoA] coenzyme couple in each compartment. Citrate synthase occurs in the mitochondria and citrate cleavage enzyme (ATP-citrate lyase) in the cytoplasm. No value for the free NADP couple in mitochondria is given, because it is difficult to measure. Two of the strongest attempts yielded results similar, but just slightly more reduced than the cytoplasmic NADP couple (36, 37) .
In a reaction at true equilibrium, there is no net flux in either direction. These reactions which have high enzyme capacity, such as, in glycolysis where the enzyme capacity exceeds the flux through the pathway by a factor of 100-fold, are said to be in "near equilibrium" (38) . It has been estimated the maximum deviation between the redox potential of the free cytoplasmic [NAD + ]/ [NADH] and that calculated from the measured [pyruvate]/[L-lactate] ratio would be no more than 2 mV out of 190 mV. (39) .
Because of the high activity of the glyceraldehyde 3-phosphate dehydrogenase, (GAPDH), (EC 1.1.1.29)-3-phosphoglycerate (3PG) kinase (EC 2.7.3.2)-triose phosphate isomerase 
TABLE 2
The reaction and K eq of high-activity enzymes used to calculate the ratios of the free coenzyme couples
Enzymes Reactions K eq References
High-activity cytoplasmic NAD-linked dehydrogenases
Malate dehydrogenase NAD (cytoplasmic) EC 1.1.1.37
Glycerol-3-phosphate dehydrogenase EC 1.1.1.8
High-activity mitochondrial NAD-linked dehydrogenases
High-activity cytoplasmic NADP-linked dehydrogenases
Malic enzyme EC 1.1.1.39
High-activity kinases at 1 mM free [Mg 2+ ]
Creatine phosphokinase EC 2.7.3.2 
Adenylate kinase EC 2.7.4.3
Acetyl CoA enzymes cytoplasm
Acetyl CoA enzymes mitochondria
Isomerases
Triose phosphate isomerase EC 5.3.1.1 The results of measuring the coenzyme couples in their compartmental context give some valuable insights. The measurement of total amounts of nucleotide coenzymes directly has different goals but does not give an accurate picture of the chemical potential in the compartment of interest and includes both bound and free nucleotides from both compartments.
THE MEASURED COENZYME COUPLES
The coenzyme couple ratio can be used to calculate ΔG for specific reactions of ATP or CoA. For reactions of NADP and NAD, the redox potential E of the couple can be derived from the Nernst equation to provide a voltage relative to the hydrogen electrode. Based on the measured values, the selective rational for each coenzyme couple begins to emerge. Compartmentalization avoids substrate cycling, separating the activation of the nucleotide coenzymes from their consumption. ATP is made primarily in the mitochondria and consumed primarily in the cytoplasm. Cytoplasmic NAD receives electrons in the cytoplasm from glycolysis and shuttles them to the mitochondria. NADP(H) is compartmentalized by the 2'phosphate and the set of enzymes that distinguish NADP(H) from NAD(H). Although cytoplasmic NAD is a collector of electrons, NADPH is a donor of electrons.
Cytoplasmic [NAD + ]/[NADH]
The four cytoplasmic dehydrogenases shown in Table 2 have similar redox potentials and are in near-equilibrium with the
FIG 3
The metabolism of D-β-hydroxybutyrate produces cytoplasmic NADPH. The metabolism of D-β-hydroxybutyrate in heart or brain leads to the formation of mitochondrial acetyl CoA and citrate (3, 43) . The mitochondrial citrate is transported to cytoplasm by the citrate-isocitrate carrier where it is converted to NADPH by the NADP-linked isocitrate dehydrogenase. It is generally thought that NADPH is made in the hexose monophosphate shunt. However, this occurs when the cell is replete with glucose. In the absence of glucose metabolism D-β-hydroxybutyrate can produce NADPH (44) . During situations where intracellular glucose is low, the NADPH appears to be made from intramitochondrial citrate, which is exported to cytoplasm where it is converted to isocitrate which produces NADPH during its conversion to α ketoglutarate via the cytoplasmic isocitrate dehydrogenase (IDH1) (2). 
The concentrations of substrates and products and the K eq of these reactions plug into the mass action equation allowing one to solve for the coenzyme couples: NAD couple compared to the free cytoplasm NAD couple makes more energy available to the electron transport system for the synthesis of three ATP, ADP, and inorganic phosphate (Pi). The method of using the law of mass action and equilibrium to measure the NADH couple relies on the assumption that the coenzyme couple is near equilibrium. In the case of conditions of hypoxia and also in cancer cells where the Warburg effect shifts the utilization of glucose to primarily anaerobic glycolysis the levels of total, [NAD + ]/[NADH] were shown to be unstable and varied considerably when looking at the [lactate]/[pyruvate] couple alone (42) . This points to the importance of using more than one of the sets of metabolites to measure the free NADH couple. The analysis was also done without freeze clamping. Freeze clamping is simply crushing the tissue with a tool that brings two blocks of aluminum chilled in liquid nitrogen together to rapidly cease all reactions. The procedure is followed by perchloric acid treatment of the tissue. The fact that it is difficult to measure does not mean that the effect of the enzyme couple goes away, it just means that in some circumstances, it cannot be easily measured. It also points out that the high activity enzymes are not only measures of the free cytoplasmic NADH couple, but they also play a significant role in determining the NADH couple.
Cytoplasmic [NADP + ]/[NADPH]
The K eq constant of the NADP-linked reactions range from about 0.1 to 1 M. The K eq of the cytoplasmic NAD-linked dehydrogenases are of the order of 10 −4 at pH 7.0. The segregation of the dehydrogenases in their compartments fits with their intrinsic equilibrium constants. The redox ratio of the free cytoplasmic [NADP + ]/NADPH] commonly range from 0.01 to 0.002 and a redox potential −0.42 V, the most negative in the cell. This NADP system is thus poised to provide reducing equivalents to reactions such as lipid synthesis, the reduction in other reducing agents such as dihydrobiopterin to tetrahydrobiopterin, oxidized glutathione (GSSG) to two molecules of glutathione (GSH) and oxidized to reduced thioredoxin. Through these reductions, the free cytoplasmic [NADP + ]/NADPH] couple determines the redox potential on pathways related to inflammation, redox signaling, hypoxia response, antioxidant response, apoptosis, and mitophagy and should provide many answers if applied in these fields. The NADP couple also provides the low reduction potential necessary for the destruction of oxygen free radicals (2).
D-β-HYDROXYBUTYRATE REDUCES CYTOPLASMIC NADP + TO NADPH
The very first measurement of the cytoplasmic NADP couple in the liver of rats that were either fed normally or fasted for 48 h showed that the d-beta-hydroxybutyrate produced as a result of fasting-induced ketosis led to a reduction in the cytoplasmic NADP couple. Feeding exogenous ketone bodies led to a similar finding. The mechanism by which D-β-hydroxybutyrate ultimately transfers electrons to cytoplasmic NADP + is shown in Fig. 3 .
THE ΔG O OF ACETYL COA HYDROLYSIS
Using the following equation:
the standard free energy for the hydrolysis of acetyl-CoA as shown for the reaction below at pH 7.0 is −35.75 kJ/mol (24 
The energy of ATP hydrolysis is the same whether it is produced by glycolysis in the red blood cell lacking mitochondria or by oxidative phosphorylation in mitochondrial containing tissue, two very different mechanisms (40) . The ΔG 0 of ATP in the cell is the "still point in the turning world" (46) . It is maintained in a very narrow band between −56 and −59 kJ/mol. Although redox states for NAD(P) can vary appreciably, the ΔG 0 of ATP remains within narrow limits due to the essential functions it controls. There are four important reactions in which the ΔG 0 of ATP takes part. The first two allowed the accurate measurement of ATP phosphorylation potential, which allows one to derive the relation of ATP in the other two processes.
The ΔG 0 of ATP in Glycolysis
The glycolytic pathway, at the GAPDH-3PG kinase reaction, provides the intersection of two of the "great" free nucleotide couples: the free [ 
It is from these reactions and their similarity to the metabolites of the creatine kinase reaction (EC 2.7.3.2) that the ΔG 0 of ATP can be determined (40) .
The ΔG 0 of ATP in the Span of the Electron Transport Chain
The energy within the span of the electron transport system between mitochondrial NADH dehydrogenase and Coenzyme Q (43) also reflects the energy of the free [ATP]/[ADP] × [Pi] couple. The free energy equation for the reaction is shown as follows:
where z is the number of electrons transferred and F is the Faraday constant, 8.3145 kJ/mol/ o K. The redox energy contained between mitochondrial NADH and mitochondrial Coenzyme Q can be determined by metabolite measurements using the same principle illustrated earlier. The redox state of the mitochondrial NAD-couple can be determined by measuring the metabolites of the β-hydroxybutyrate dehydrogenase (EC 1.1.1.30) or the glutamate dehydrogenase (EC 1.4.1.2) system (7) . The redox state of the mitochondrial CoQ system can be determined by measuring the metabolites of the redox state of the succinate dehydrogenase system (EC 1.3.5.1) using the following equation:
where K SuccDH = 171.8 at pH 7.0 (43, 47) The ΔG 0 of ATP and the Membrane Potential, EM/C, Across the Inner Mitochondrial Membrane
The energy of the proton gradient between the mitochondrial matrix and intramembrane space has been determined to be between −140 and −120 mV (43) . As there are four protons ejected from the matrix per site, but not two as suggested by Mitchell (48) then:
The energy of the mitochondrial proton gradient also reflects the ΔG 0 of ATP.
The ΔG 0 of ATP and The Sodium Potassium Atpase
The ΔG 0 of ATP hydrolysis is also expressed in the gradient of inorganic ions across the plasma membrane. This is seen in perfused working heart where the gradient of the Na + gradient generated by the 3Na+/2 K+ ATPase (EC 3.6.1.37) in hearts with a resting membrane potential of about −83 mV and an open K + channel is given by (49) .
Although K + is essentially permeant between intra and extracellular phases such as nerve or muscle, Cl − is the permeant ion in other lower voltage tissues. The resting membrane potentials in liver cells (hepatocytes) was shown by direct measurement with intracellular electrodes to be in the range between −50 and −20 mV (50-52). The resting membrane potential is widely thought to be a "diffusion potential" resulting from the higher intracellular K + concentration relative to the extracellular concentration. Liver, like neuronal or muscle tissues, also has a high intracellular K + concentration but has a resting membrane potential equivalent to the [Cl − ] out/in potential showing that the resting membrane potential is not a diffusion potential, but rather is a Gibbs-Donnan near equilibrium potential where the resting membrane potential assumes the voltage of the most permeant ion, K + in the case of high voltage tissues and Cl − in the case of lower voltage tissues (52, 53) A system of ion transport systems are linked to the 3Na + /2 K + ATPase and to one another to bring the energy gradients of the nine inorganic ions into near equilibrium with the ΔG 0 of ATP hydrolysis indicated by the following equation (54):
This equation indicates that the gradients of the inorganic ions between the cytoplasm and extracellular space are related to one another and to the energy of ATP hydrolysis.
REGULATION AND CONTROL
Researchers who study enzyme kinetics have yet to sufficiently explain the global mechanisms that regulate the concentrations of metabolites and flux rates for metabolic pathways in vivo. The current state of knowledge cannot account for the level of regulation observed in organisms (55) . Biochemical simulations limiting metabolic regulation to effects on enzyme kinetics do not provide enough elasticity for the changes observed. The kinetics of the [ATP]/ [ADP] × [Pi] couple functioning simultaneously on hundreds of enzymes can be used to demonstrate how the interaction of coenzyme couples with multiple enzymes can greatly influence the regulation of the rates of reactions and the concentrations of metabolites in these pathways.
A practical way to observe the stability of the [ATP]/ [ADP] × [Pi] ratio is to consider a gymnast on uneven parallel bars. She flies up to the high bar and wraps her fingers. Her muscles go from being relaxed to tetanic contraction in approximately 30 ms, fast enough to assure that her hands can grip the bar before her momentum would rip the bar out of her grasp. Her rate of ATP utilization goes from about 0.01 μmol ATP/g/s to approximately 5 μmol ATP/g/s. At this high rate of energy consumption, the available ATP (approximately 7 μmol ATP/g) would last about 1 s (56) . It is interesting to note that all this regulation of ATP by the [ATP]/[ADP] × [Pi] goes on inside the cytoplasm before any nutrients or oxygen is transported to the tissue. The coenzyme couples work locally and affect only the cell. However, that does not mean there are not important implications outside the cell and in relation to other tissues. The muscle's consumption of ATP puts a demand on glucose, which is needed in the brain. Humans have evolved to compensate for this competition by producing pyruvate dehydrogenase kinase 4 which limits glucose's entry into oxidative phosphorylation. This has the effect that muscles consume fatty acids for energy in addition to glucose, preserving some glucose for the brain (57) . The brain requires glucose because the blood-brain barrier blocks the majority of fatty acids from entering the brain. The problem of longer periods of exertion is solved by the production of D-β-hydroxybutyrate in these situations. D-β-hydroxybutyrate functions as an alternative fuel for the brain and the muscles. The implication of using D-β-hydroxybutyrate to fuel the brain makes D-β-hydroxybutyrate a singularly unique metabolite with potential to treat disease.
ALTERING THE FREE LEVELS OF CONTROLLING COENZYMES FOR DISEASE TREATMENT
We have made use of the ability of the four nucleotide coenzymes to govern metabolism in studies of the liver (1), perfused rat heart (4), and more recently the brain (5) . In these studies, one metabolite stood out for its ability to control the ratios of the "great" controlling nucleotides. On their own, the nucleotide coenzyme couples regulate all of metabolism, keeping the concentration of metabolites within certain limits by the shared pools and the law of mass action. When the ratios of the nucleotide coenzyme couples can be altered for therapeutic use they become the great controlling nucleotide coenzymes. A metabolite that can significantly change the ratios of the controlling nucleotide coenzymes is D-β-hydroxybutyrate (43, 44) and therefore this metabolite shows great promise for the therapeutic treatment of diseases, which are characterized by altered energy metabolism.
Two diseases will be used to illustrate how increasing the level of the D-β-hydroxybutyrate, can control the potential energy of the "great" regulating coenzymes to some day delay the pathology of the diseases (58) . The understanding that changes in the energy of the coenzyme couples may potentially delay disease onset or change the rate of progression provides novel insights that can lead to new treatments of diverse diseases, some of which currently have no effective therapy. As Dβ-hydroxybutyrate can overcome insulin resistance ketosis can be an effective treatment for Alzheimer's disease.
ALZHEIMER'S DISEASE
We demonstrated in the model of a working heart that perfusing the rat heart with glucose alone was unable to supply large amounts of acetyl-CoA for energy production to the Krebs cycle. However, when insulin, which stimulates the activity of pyruvate dehydrogenase, was added to the perfusate acetyl-CoA levels were increased by an amazing eightfold (59, 60) . Importantly, supplementation of the perfusion media with ketone bodies increased the acetyl-CoA even more, to about 15-fold (43) . A major effect of insulin is the stimulation of mitochondrial pyruvate dehydrogenase (59, 60) . It was clear that the increased energy metabolism stimulated by insulin addition compensated for the insulin resistance by activating pyruvate dehydrogenase to increase acetyl-CoA levels for the Krebs cycle. These data show that the metabolism of ketone bodies can overcome limitations in energy metabolism induced by insulin resistance.
Dementia afflicts about 48% of the US population after 85 years of life (61) . There is currently no efficacious treatment for the pathology that drives Alzheimer's disease. Alzheimer's disease patients exhibit decreased glucose utilization and oxidative capacity in the brain, especially in the hippocampus (62) . Systemic insulin resistance or type II diabetes has been found to be associated with an increased incidence of Alzheimer's disease (63) . Insulin resistance was also demonstrated in brain slices from Alzheimer's patients (64) . Hippocampal insulin resistance, as evidenced by decreased fluorodeoxyglucose uptake, precedes clinical cognitive impairment by many years (62) (63) (64) . Patients with mild cognitive impairment at risk for the development of Alzheimer's disease were found to have a decrease in FDG uptake, but no defect in 11 C acetoacetate uptake indicating no decrease in neuronal number, but a specific decrease in brain glucose metabolism (65, 66) . The data also suggest that the primary energy impairment in Alzheimer's disease brain is the PDH reaction (67) .
The hypothesis that Alzheimer's disease results from insulin resistance in the brain led to a trial of intranasal insulin administration as a possible treatment. In the pilot study, memory improvement was demonstrated after 2-4 months of insulin treatment (68) . The therapeutic effectiveness of intranasal insulin, while demonstrating the pathophysiological principle of improving energy metabolism to treat Alzheimer's disease, has practical difficulties as a therapy, while ketosis through the use of exogenous ketone bodies to correct the energy deficits does not (69) .
D-β-Hydroxybutyrate Can Replace Glucose and Insulin for the Synthesis Of Mitochondrial Acetyl-Coa and Nadh
The increase in the ΔG 0 of ATP observed in the working perfused heart (43) led directly to the increase in physiological performance in animals (70) and in endurance athletes (71) . The same increase in acetyl coenzyme A (acetyl CoA) induced by the metabolism of D-β-hydroxybutyrate in heart can also be potentially used as a therapy overcoming the impairment of brain PDH activity in Alzheimer's disease (72) .
Administration of ketone bodies has been shown to decrease the severity of pathological changes in both Alzheimer's and Parkinson's disease tissue culture models (58) . Triple transgenic mouse models of Alzheimer's disease fed a ketone ester diet for 4-7 months showed decreased anxiety and improved memory function in behavioral tests (73) . At autopsy of the ketone fed mice showed decreased brain β-amyloid and phosphorylated tau levels (73) . These same ketone fed mice showed an increased mitochondrial free [NAD + ]/[NADH] ratio and marked increased hippocampal acetyl-CoA and citrate levels showing that ketone feeding was able to restore energy metabolism (3) , and this likely occurs by the same mechanism through which ketone bodies increase energy metabolism in perfused, insulin-deficient rat hearts (43) . These findings in Alzheimer's model mice strongly suggest that feeding ketone esters can improve most of the pathological findings in Alzheimer's disease (67) . Indeed, a single subject fed ketone esters for 7 years showed significant clinical improvement when on this treatment (74) . A recent more detailed review discusses the role of cerebral insulin deficiency and its impairment of pyruvate dehydrogenase activity and how this defect is at the center of the etiology of Alzheimer's disease and can be corrected by feeding ketone body esters (67) .
The β-oxidation pathway generates both NADH and FADH 2 , which results in the feeding of electrons to both electron transport chain complex I and complex II, resulting in reduction of both the NADH-binding site and the coenzyme Q couple. This yields no increase in the redox span and hence no increase in the ΔG 0 of ATP.
GIVING EXOGENOUS KETONES
During chronic fasting a human puts out 150 g of ketone bodies/24 h (75). This quantity of ketone bodies is roughly 1.5 mol per day resulting in a blood level of β-hydroxybutyrate of 7 m molar (76, 77) . To differentiate the metabolic differences caused by ketone body from those caused by the elevation of free fatty acids, it was desirable to give ketone bodies themselves.
Giving the ketone body as the acid would result in administration of a mole of H + per day which was unacceptable. Giving the ketone body as a salt would result in administration of 1.5 mol/day of cation, either Na + of a mixture, which would exceed permissible Na + limits. This difficulty could be overcome by synthesizing an ester of the D-β-hydroxybutyric acid. The usual ester component would be glycerol, but this was undesirable because of the large glucose precursor load giving a mole of glycerol would present.
Several acetoacetate esters, some with racemic 1,3 butanediol are available. These are unsuitable for the purposes intended. Acetoacetate oxidizes the mitochondrial NAD couple thus decreasing the ΔG 0 of ATP. Racemic 1,3 butanediol reduces the mitochondrial Q couple, which also decreases the ΔG 0 of ATP hydrolysis.
An optimal alternative for use in a ketone ester would be D-β-hydroxybutyrate-R-1,3 butanediol monoester, which had been shown to be metabolizable without complication, in humans (78) . Importantly R-1,3 butanediol is metabolized rapidly to D-β-hydroxybutyrate (79) therefore giving an ester made up of D-β-hydroxybutyrate and R-1,3 butanediol, results in the administration only of ketone bodies without added substrate burden. The D-β-hydroxybutyrate-R 1,3 butanediol has proven nontoxic in human tests (80) and has a declared Generally recognized as safe (GRAS) status.
In view of the observations by a trained physician on a single patient over 7 years, a larger double-blind study using ketone ester treatment is warranted.
PARKINSON'S DISEASE
Parkinson's disease is characterized by decreased dopamine production by dopaminergic neurons in the substantia nigra of the brain. Parkinsonism can be induced in animals and humans by administration of the oxidant and heroin analogue MPP + (1-methyl-4-phenylpyridinium), which is taken up by the dopamine transporter in dopaminergic neurons resulting in cell death. The toxicity of this compound can be overcome in dopaminergic cell cultures by the addition of 4 mM D-β-hydroxybutyrate (58) (Fig. 4) .
In a pilot study, feeding a ketogenic diet lead to an average improvement of 43% on Universal Parkinson's Disease Rating Scale in a small group of Parkinsonian patients (81) . The limited clinical trial showed ketogenic diet was capable of improving symptoms responsive to administration of dopamine precursor (82 L-DOPA is the standard of treatment for Parkinson's and that might lead one to assume that dopamine and dopaminergic neurons are the only type of neurons involved in the progression of Parkinson's. Necropsies by Braak et al. (83) correlating Lewy neurites and Lewy bodies to progression of symptoms showed six stages of progression. The dopaminergic neurons of the substantia nigra pars compacta did not show Lewy body staining until the third stage. In stages one and two, the Raphe nucleus that produces serotonin, and locus coeruleus the major producer of noradrenalin were affected. The dorsal motor nucleus of vagus is also affected before the substantia nigra. In stage 4, the Amygdala, nucleus of Meynert and hippocampus are affected. Finally, in stages 5 and 6, the cingulate, temporal, frontal, parietal, and occipital cortex are affected. The ability of the NADPH couple to restore the production of several neurotransmitters other than dopamine may allow therapies that replace other neurotransmitters lost in Parkinson's disease that go untreated by dopamine therapy.
The redox sensitive chaperone protein DJ-1 (84) that has a variant that is associated with PARK7 inherited risk factor for Parkinson's disease is also regulated by the NADPH couple. DJ-1 has been associated with protection from alpha synuclein aggregation and also the regulation of Nrf2. Without the understanding that the NADPH couple exists and drives the functional status of DJ-1, it would be difficult to untangle the role played by DJ-1 in Parkinson's. The ability to measure the NADPH couple should contribute to future research regarding DJ-1.
The ability of low levels of ketone bodies to correct the tremor and inability to concentrate in patients with long-standing Parkinson's disease who have become refractory to the effects of dopa therapy is a major advance in the treatment of Parkinson's disease. The ability of ketone body metabolism to correct the symptoms of tremor and impaired cognition suggests that the production of dopamine is increased and further that the dopaminergic neurons are simply functionally impaired but not destroyed. This implies that the administration of ketones during dopa therapy might extend the length of the therapeutic window of dopa therapy beyond the usual 5-7 years.
KETOSIS AND EXTENSION OF LIFE SPAN
Since 1935, it has been known that a 30% decrease in calorie intake resulted in a 50% increase in life span in rats (85) . This general observation has been extended across species (86) . Calorie restriction, like fasting, increases the levels of ketone bodies in the circulation. In 1956, Harman proposed that the mechanism of aging, like that of radiation, results from damage to tissue from reactive oxygen species (ROS) (87) . It has been shown in Caenorhabdtitis elegans, that D-, but not L-beta-hydroxybutyrate, extended life span (21) . It has more recently been shown that a ketogenic diet increases the mean life span (health span) of mice (88) suggesting a link between the longevity benefits of calorie restriction and ketone body metabolism. A number of factors have been implicated in the extension of life span including: an increased [NAD + ]/[NADH] increasing NAD + -linked sirtuin histone deacetylase activity, decreased mTOR kinase activity and decreased signaling through insulin-like growth factor receptors (89) . The proteins involved influence the activity of many transcription factors making a complex picture. However, no simple pathway involving small molecules has evolved to date.
We have also shown that ketone bodies decrease mortality in mice exposed to γ-radiation (2) . The metabolism of ketone bodies increases the redox potential of the free cytoplasmic [NADP + ]/[NADPH] system (44) overcoming energy deficits associated with insulin resistance by increasing the ΔG 0 of ATP hydrolysis (43) . D-β-hydroxybutyrate inhibits class I histone deacetylases (90) , which promotes the transcription of antioxidant enzymes. Feeding ketone esters or a ketogenic diet decreases glucose load and hence decreases insulin signaling through the insulin/IGF-1/FOXO pathway. Mutations in this pathway in C. elegans first demonstrated that loss of function in single genes resulted in greatly extended life span (91) . Feeding ketone esters or a ketogenic diet also has been shown to ameliorate age-associated neurodegenerative conditions such as Parkinson's (81) or Alzheimer's disease (67) . The ability of the metabolism of ketone bodies to delay aging and associated phenotypes such as ROS production, insulin resistance, and neurodegeneration suggest that ketones are promising candidates to promote a healthy life span.
In contrast to the life span extending effects of ketosis, which we have attributed largely to its effects of reducing the cytoplasmic free [NADP + ]/[NADPH] and oxidizing the cytoplasmic free [NAD + ]/[NADH], administration of antioxidants, such as vitamin C and E, in large multicenter trials have resulted in an increase in all-cause mortality (92) . Therefore, administration of these so-called antioxidants, without proper understanding of cellular redox state appears to be without benefit and could even be associated with negative health outcomes.
SUMMARY AND OUTLOOK
Understanding the control of metabolic pathways by the "great" controlling nucleotide coenzyme couples and changes in their chemical energies by the simple metabolite D-β-hydroxybutyrate offer new biochemical and therapeutic opportunities. These opportunities include increasing the efficiency of aerobic exercise, treating diseases of insulin resistance, combating reactive oxygen toxicity and extending lifespan. The understanding that the NADPH couple can change and influence other couples such as thioredoxin, tetrahydrobiopterin, glutathione, or the redox controlled protein modifications by hydrogen peroxide and other oxidants should provide new understanding in inflammation, hypoxia, mitophagy, autophagy, apoptosis that could not be discovered without an understanding of the great controlling nucleotide coenzymes and their couples and how to measure those couples.
